The study was conducted in Collage of Veterinary Medicine \Basrah University,to evaluate the effect of proanthocyanidin and ranitidin on gastric ulcer, haematological and biochemical parameters changes by using female rabbits with acute gastric lesions induced by indomethacin.The study done on (30)adult female rabbits, their weight ranged between (1500-2000.0mg); divided into five groups, each group consist of six rabbits as the following: Group1:-healthy (negative control group) administrated normal saline (0.9 of normal saline) for 10 days; Group 2:-given Vitis vinifera preparations, and contributing for its pharmacological validation.
INTRODUCTION
Gastric ulcer is an damage in the continuity of normal gastric mucosa that extends through the mucosa into the submucosa or deeper. It may be complicated by occurrence of hemorrhage, perforations, gastrointestinal obstruction, and malignancy. Therefore, this clinical condition represents a worldwide health problem because of its high morbidity, mortality and economic loss (1, 2) .
It occurs due to imbalance between aggressive and defensive factors of the gastric mucosa. Aggressive factors against gastric mucosa include acid, pepsin, infection byHelicobacter pylori, non-steroidal anti-inflammatory drugs (NSAIDs),ethanol, acetic acid, bile salt and even personal factors such as physical stress and ISI Impact Factor:3.461 . Bas.J.Vet.Res.Vol.14,No. 1, 2016 134 consumption of alcohol, tobacco and caffeine (3) while the local mucosal defensive factors include bicarbonate, mucus secretion, blood flow, cellular regeneration, and endogenous protective agents like prostaglandins (PG) and epidermal growth factors (4) . the increasing oxidative stress is believed to be linked to the aggressive factorsinduced gastric mucosal damage (5, 6) .
Non-steroidal anti-inflammatory drugs (NSAIDs) are common medication used for treating many conditions such as rheumatoid, musculoskeletal and cardiovascular disease. But because of its harmful effect on gastrointestinal tract, NSAIDs clinical use is restricted (7, 8) . The mechanism of NSAIDs by which causing gastric ulcer are through blocking of cyclooxygenase (COX) activity that leads to lowering mucus and bicarbonate secretion, decreased mucosal blood flow, neutrophils infiltration, alteration of micro vascular structures, an increase of acid and pepsinogen secretion.
Indeed, increased production of reactive oxygen species (ROS), increased lipid peroxidation, and neutrophils infiltration have demonstrated to play important role in the pathogenesis of NSAIDs-induced ulcers, including the aspirin-induced ulcer (7, 9) .
Indomethacinis old non-steroidal anti-inflammatory drug which was synthesized in 1963 for the treatment of rheumatoid arthritis. It is an indolemathylate derivative that has anti-inflammatory, analgesic and anti-pyretic activities (10) .
Fig. 1. Structural formula of indomethacin
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In recent years, using of alternative therapies and natural products, especially those derived from plants attract attention of scientist (12, 13) .Grape seed proanthocyanidin extracts (GSPEs; Hanlim Pharm. Co., Ltd., Seoul, Korea), which was used in the current study, is a commercially available product of the substances that were extracted from European red grape seed, Vitis vinifera. The basic structure unitof proanthocyanidin is catechin. Proanthocyanidins are including monomer, dimer and trimer catechin, all of which are water-soluble molecules and contain a number of phenolic hydroxyls (14) The activity of proanthocyanidins oligomers is approximately fifty times greater than that of vitamin C and vitamin E, in terms of antioxidant action (15) . Proanthocyanidins are powerful antioxidants (16) scavenger of free radicals and have many health-promoting effects (17) .
Ranitidine introduced in 1981 and was found to have a far better tolerability profile (fewer adverse drug reactions), longer-lasting action, and ten-times the biochemical activity of cimetidine. Ranitidine HCl is a competitive, reversible inhibitor of the action of histamine at the histamine H2-receptors, including receptors on the gastric cells which decreases the amount of acid produced in the stomach.
It is used to treat ulcer, gastroesophageal reflux disease (a condition in which a backward flow of stomach acid causes heartburn and injury of the esophagus), and conditions where the stomach produces too much acid, such as Zollinger-Ellison syndrome. Ranitidine is available over-the-counter used to prevent and treat symptoms of heartburn associated with acid indigestion and sour stomach (18 Proanthocyanidin had been extracted from black Grape seeds that were used in this study. The black grape was hand-picked from local market with full skin intact.
It was washed with tap water,the skin and fleshes were removed and the seeds are dried.The seeds of the grape were turned to powder with the help of an electric grinder and kept in dark container at 25C°.
Preparation proanthocyanidin extract from grape seeds
Fifty grams of dried grape seeds powder was defatted with (500 ml) of n-hexane for 2hours by soxhlete. The combined n-hexane extract was concentrated below 50°C under reduced pressure in a rotary evaporator to get 7ml of yellow oily mass. This mass was dried at room temperature and further (40 gm.) was refluxed in (500ml) methanol (80%) in water with 3% hydrochloric acid for one hour then filtered by Buchner funnel and filter paper (Wattman No.185).The filtrate was extracted with an equal volume of chloroform to remove pigments. The alcoholic layer was extracted with an equal volume of ethyl acetate treated with 2% of hydrochloric acid ,the ethyl acetate layer was concentrated by rotary evaporator at 45˚C and dried at room temperature (19, 20) . The resultant extract (2.5gm) was pink color and dry material .The extract was kept in dark glass container at 4°C.
Experimental Animals
Thirty adult female rabbits weight ranged between (1500-2000.0mg) kept for an adaptation period for 1 month in the animal house of Veterinary Medicine College / Basrah University. The experimental animals were kept in individual cages, provided with standardration in addition to green alfalfa (Medicago sativa) and tap water ad libitum and given a prophylaxis drug against coccidiosis (Amprollium 1g/L of drinking water).
Experimental design:
The rabbit divided into five groups of comprising 6 animals in each group as the following: ISI Impact Factor:3.461 . Bas.J.Vet.Res.Vol.14,No. 1, 2016 137 Group1:-healthy (negativecontrol group)oral administration 3ml of normal saline (0.9 of NaCL) for 10 days. 
Induction of gastric ulcer:
Gastric ulcers were induced in twenty four non starved rabbits by giving indomethacin (Safa co. Diala-Iraq) orally by one ml size syringe and in dose 75mg\kg for two days.
Collection of Blood Samples
Blood samples (15ml) were collected from each animals at end of experiment by the heart (cardiac puncture). The (10ml) of blood was deposited into tube without anticoagulant and then the blood samples were centrifuged at (3000 rpm) for 15 minutes and serum samples stored in polyethylene eppendorff tubes at (-20ºC),which then used to study hormonal ; ( HDL, Triglyceride, total cholesterol, serum glucose).The remaining (5ml) of blood was deposited into tube with anticoagulant which used for heamatological analysis (RBC,WBC, Hb, MCV, MCH, MCHC, PCV, differential WBC) Study parameter:-Gastric ulcer index:
The method described by (21) was employed in the present study stomachs were opened along the greater curvature, washed with saline and examined by magnifying class for gastric ulcers observation .The sum of length for all lesions area for each animal was measured and served as the ulcer index . The curative ratio was calculated for each group using following equation: ISI Impact Factor:3.461 . Bas.J.Vet.Res.Vol.14,No. 1, 2016 138 Curative ratio (CR) = (LC-LT/LC) x100.
LC: The length of gastric ulcer in positive group.
LT: The length of gastric ulcer in treated group.
Determination of Gastric Juice Volume:
Gastric juice collected from each animal was centrifuged at 3000 rpm for 10 minutes to remove any solid debris, the volume of the supernatant was measured by graduated cylinder.
Determination of Gastric Juice Acidity
Acidity degree (pH) of gastric juice was determined by using pH meter apparatus (HI 9021). measurement of serum glucose: Serum glucose is measured by using RANDOX\GLUC-PAP, United Kingdom. measurement of MDA Serum MDA was measured by using thiobarbituric acid assay (22) .Gastric tissue MDA was measured by using method (23) .The free mucin in the gastric tissues was Stomach samples which had been immersed in 10% formalin were used. the damaged, ulcerated as well as normal tissue parts were cut selectively then washed with normal saline and immersed in serial dilutions of ethanol 50% ,70%, 80% for once while 90% and 100% twice; two hours for each step. After the dehydration step the specimens were immersed in xylene for half to one hour to become ready to be embedded in the paraffin wax at 60°C, left overnight in the oven.Five microns thickness sections of paraffin-embedded tissue were mounted on glass slides and stained with Hematoxyline and Eosin stain (H & E stain) (26, 27) Statistical Analysis:
The results of the present study were analyzed by using two-way covariance (ANOVA) test in all study. All statistical calculations were carried out by the aid of the statistical package SPSS V. 11 (SPSS Inc.). The data were expressed as means ± standard deviation (X ± SD). Least significant different test (LSD) was calculated to test difference between means of groups and subgroups (28) .
RESULTS

Grossly examination
Indomethacin induced gastric damage showed marked gross mucosal lesion, including hemorrhagic and petechial lesion.
On gross examination these hemorrhagic bands were characterized by different sizes along the longitudinal axis of the glandular part of stomach Animals treated with PA showed no lesion at all (Fig.3) . 
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The results of eosinophile % showed significant decrease (P≤0.05) in gastric ulceration female rabbits treated with (PA at a dose 100) and Ranitidine group compared with (+ve) control group and non-significant change compared with(-ve) control group. showed reduced feed intake, sluggishness, unthrifty appearance with some mortalities. 2016 148 histopathologic lesions produced. Mortality occur may be due to gastric bleeding and perforation or may be due to hepatotoxicity of indomethacin (34) .
In present study, oral administration of indomethacin caused remarkably significant decreased in gastric pH, increased in gastric volume, total acidity and ulcer score.
The ulceration induced by indomethacin is attributed mainly to different processes which include generation of reactive oxygen species, initiation of lipid peroxidation, infiltration of leukocytes, induction of apoptosis and inhibition of prostaglandin synthesis (35) . These findings are in agreement with (32) . The significant increase in gastric volume following oral administration of indomethacin may be attributed to either free radicals formation or inhibition of prostaglandin synthesis which lead to increase gastric acid secretion (36) .this result is agrees with (35, 37, 38) where they indicated that indomethacin have caused alterations in gastric secretions of rats. The significant decrease in gastric pH and significant increase in total acidity may attribute to decrease in mucin secretion allows hydrogen ions and pepsin to diffuse into the mucosa from lumen. So, back diffusion of acid and pepsin into the tissue stimulate more acid and pepsin secretion to cause more damage.Low pH value is a manifestation of increase hydrogen ion concentration in gastric juice (32) . This finding is on line with(36).
Oral administration of ranitidine significantly increase gastric pH , and decrease in gastric volume, total acidity and ulcer score. However, ranitidine decimate gastric acidity and increasethe gastric pH due to its ability to block binding of histamine to H 2 receptor on parietal cell (39) . Therefore ranitidine can counter the effect of indomethacin on gastric acid secretion. These result is cited by (40, 41) Oral administration of proanthocyanidin(100mg\kg and 200mg\kg) significantly increase in gastric pH, and decreased in gastric volume, total acidity and ulcer score.
Increasing gastric pH and decreasing total acidity proving anti-secretory activity of proanthocyanidin grape seed extract (42) .in addition to, grape Seed Extract has antihistamine properties (it stabilizes the release of histamine from mast cells) (43) (44) (45) .Proanthocyanidin decrease the gastric volume because proanthocyanidin is antioxidant, cause lowering in the gastric secretion by acting on the gastric mucosa and inhibiting the generation of reactive oxygen species that initiate the oxidative stress in the gastric lumen (42) .Number of ulcers score decreased due to decreased in gastric volume and total acidity, and increase the gastric pH (42) . This findings are in agreement with (46) . ISI This study revealed that oral administration of proanthocyanidin cause significant reduction in MDA level along with significant increase in mucin. This due to proanthocyanidins are powerful antioxidants (16) and scavenge of free radicals (17) .
This result is agreement with(47).
This study revealed that oral administration of ranitidincause significant reduction in MDA level along with non-significant increase in mucin. Indeed, this reduction in MDA level proposed the decrease in the lipid peroxidation level and total oxidant capacity by ranitidine. In addition to ranitidine caused significant reduction in neutrophils infiltration which cause decreased in source of reactive oxygen species during healing process (41) . This result is agreement with (40, 48) . Insignificant increase in mucin may be due to decrease of prostaglandin secretion as result of incomplete healing of ulcer where the percentage of inhibition was 71.09
Oral administration of indomethacin caused significant increase in serum glucose.
This finding may be due to indomethacin directly or indirectly play a specific role in pancreatic secretions, gluconeogensis process, glycogen metabolism or glucose oxidation. It means that there was a disturbance in carbohydrate metabolism of rabbits administered indomethacin (49) . This result is cited by (50) who indicated indomethacin inhibits insulin secretion stimulates endogenous glucose production(EGP) in type 2 diabetes.
Oral administration of proanthocyanidin caused marked improvement in the serum glucose. This effect due toproanthocyanidins, a major component in GSE, potent inhibits intestinal α-glucosidase and pancreatic α-amylase (51) . These are key enzymes of dietary carbohydrate digestion (52) . Nowadays, it has been found that the treatment with an α-glucosidase inhibitor (acarbose) particularly decrease postprandial hyperglycemia, reduced the risk of type 2 diabetes (53). GSPE ISI Impact Factor:3.461 . Bas.J.Vet.Res.Vol.14,No. 1, 2016 150 decreased glucose levels in diabetic rats by increasing circulating insulin levels (It is possible that consumption of GSE may prevent or delay developing type 2 diabetes in healthy people (54) . In addition to,grape seeds extract decrease serum glucose level at Oral administration of ranitidin cause significant increase in RBC count and RBC index. This result may due to oxygen free radical scavenger of ranitidin and its ability to healing gastric ulcer and stopping of hemorrhage. this result is agreement with (64) .
Oral administration of ranitidin cause significant decrease WBC count and percentage of neutrophil while it cause significant increase in percentage of lymphocyte, this indicate partial healing of infection. Also there is decrease in basophil and monocyte, this indicate to suppression of stress. This result is accordance with (64) .
Oral administration of indomethacin result in significant hyperlipidemia (increase VLDL, LDL,TC, TG AND decrease HDL). Indomethacin increased triglyceride in all the indomethacin treated group, this may be due to increase in fatty acid synthesis, enhanced catabolism of LDL, activation of Lipid catabolism and tissue lipase and or increased of acetyl-CoA carboxylase and production of triglycerides precursors such as acetyl-CoA and glycerol phosphate. More so, the significant increase in serum cholesterol may be attributed to an increased concentration of acetyl-CoA is a key substrate in the biosynthesis of cholesterol or increase in absorption from the intestine by binding with bile acid within the intestine and increasing bile acid secretion due to the drug (65) . This finding is cited by (66) . ISI Impact Factor:3.461 . Bas.J.Vet.Res.Vol.14,No. 1, 2016 152 Oral administration of proanthocyanidin caused marked improvement in the lipid profile. The hypolipidemic effect of proanthocyanidin may occur due to a reduction in the bioavailability of lipids, mainly TG or the reduction in the availability of free fatty acids to the liver that lead to inhibition of VLDL-C secretion by the liver (67) .
Another suggestion is the delay and inhibition of dietary fat and cholesterol absorption and a reduction in chylomicron secretion by enterocytes (68, 14) , since proanthocyanidin inhibits the absorption of TC and bile acids by decreasing micellar cholesterol solubility (Blade et al., 2010) . The ability of proanthocyanidin to trap reactive oxygen species in aqueous series such as plasma and interstitial fluid of the arterial wall produce diminish lipid concentrations by administration of proanthocyanidin (69) .
Oral administration of ranitidine caused marked improvement in the lipid profile.
The hypolipidemic effect of ranitidin may occur due to antioxidant effects of H2-receptor antagonists, such as cimetidine, ranitidine, famotidine (70) and scavenger of oxygen free radicals. This result is accordance with (48) 
